Source and Description of Clone: X charon 4A M49A clone containing the last 3' exon of the human angiotensinogen gene (1). A 2.5 kb Pstl fragment of M49A was subcloned in Bluescript SK II vector and nucleotide sequences flanking the (CA) ]5 repeat were determined (EMBL accession number: X62854). PCR primers were designed using the OLIGO program (2).
PCR Primers:
Ang5: 5TAGATCTCTCAGCTATTACAAGG 3' (CA strand) Ang6: 5'GTTTCAGAGAAACTGACCTGTGG 3' (GT strand)
Polymorphism: Allelic fragments were resolved on 5% denaturing poly aery lamide gels. Length of PCR products and frequencies of alleles determined from 100 unrelated European Chromosomal Localization: Angiotensinogen gene has been mapped to Iq42-q43 (3).
Mendelian Inheritance: Co-dominant Mendelian inheritance was observed in 85 informative families with 170 children.
PCR Conditions: PCR was performed in a total volume of 20 microliters with 200 ng of genomic DNA, 8 pmoles of each primer, 2 mM MgCl 2 , 200 mM dNTP, 50 mM KC1, 5 mM Tris-HCl, pH 8.3, 0.01% gelatin, 0.5 U Taq polymerase (Boehringer). Primer Ang5 was 5' end labeled with 32 P 7-ATP with the resulting specific activity 0.1-0.05 /iCi/pmol. Amplification was for 35 cycles with denaturation at 94°C 1 min, annealing at 55°C 1 min, extension 72°C 2 min. PCR products were heat denatured in 95% formamide, resolved on 5% sequencing gels, and autoradiographed on Amersham MP film. Source/Description: A human genomic library in EMBL3 was screened with a human repeat free fragment probe of E41 at locus D3S11 (1). Three steps of chromosome walking identified a clone, lambda E41 -31, which is approximately 30 kb from the original probe. One HaelTJ fragment of lambda E41-31, subcloned in M13, hybridised to poly(dC-dA). Sequencing of this subclone identified a (GT) n repeat which detects 7 alleles. The subclone was designated E41 -31.13GT. Flanking sequences were used to design PCR primers to amplify the repeat sequence. S-dATP at 500 Ci/mmol (Dupont). Amplification is for 35 cycles with denaturation at 94°C, annealing at 57°C and extension at 72°C, all for 1 minute each.
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